In recent years, the endocannabinoid system has received great interest as a potential therapeutic target in numerous pathological conditions. Cannabinoids have shown an anticancer potential by modulating several pathways involved in cell growth, differentiation, migration, and angiogenesis. However, the therapeutic efficacy of cannabinoids is limited to the treatment of chemotherapy-induced symptoms or cancer pain, but their use as anticancer drugs in chemotherapeutic protocols requires further investigation. In this paper, we reviewed the role of cannabinoids in the modulation of signaling mechanisms implicated in tumor progression.
Introduction
Cannabinoids are comprised of a group of chemical compounds found in the marijuana plant Cannabis sativa which produces more than 500 different compounds throughout its life cycle, of which more than 100 are identified as phytocannabinoids. The two major components are delta-9-tetrahydrocannabinol (∆9-THC) and cannabidiol (CBD). Other minor components are cannabinol (CBN), tetrahydrocannabivarin (THCV) and cannabigerol (CNG). The ∆9-THC is the psychoactive cannabinoid that binds to CB1 and CB2 cannabinoid receptors identified in mammalian organisms. CBD does not have psychotropic activity, and is used to treat neurological diseases and cancer. CBD, unlike ∆9-THC, has lower CB1 and CB2 receptor affinity and it is an inverse agonist at the human CB2 receptor [1, 2] . The ∆9-THC executes several biological effects that mimic those of endogenous substances through the activation of specific cannabinoid receptors. These substances are named endocannabinoids. The two major endocannabinoids are N-arachidonoyl-ethanolamine (AEA) and 2-arachidonoylglycerol (2-AG) synthesized from arachidonic acid. The CB1 and CB2 receptors, the endocannabinoids and the biochemical machinery to produce and to degrade these lipids, are known as the endocannabinoid system (ECS). It plays an important role in the organism's physiology. Dysregulation of the endocannabinoid system, owing to variation in the expression and function of cannabinoid receptors or enzymes or the concentration of endocannabinoids, has been associated with several diseases, such as neurodegenerative disorders, multiple sclerosis, inflammation, epilepsy, schizophrenia, glaucoma, cardiovascular diseases, obesity and cancer [3, 4] . In recent years, further components have expanded this original definition of the endocannabinoid system. These components comprise newly discovered endogenous cannabinoid receptor ligands such as 2-arachidonoyl glyceryl ether (noladin ether, 2-AGE), O-arachidonoylethanolamine (virodhamine), N-arachidonoyldopamine (NADA) and oleic acid amide (oleamide, OA) as well as further receptor targets such as G protein-coupled receptor GPR55 and peroxisome proliferator-activated receptors (PPARs) [5] . However, it is known that other receptors participate in cannabinoid signaling. Recently, it has been discovered that cannabinoids can affect a subset of transient receptor potential (TRP) channels. The TRP vanilloid (TRPV), TRP ankyrin (TRPA) and TRP melastatin (TRPM) subfamilies were all found to contain channels that can be modulated by several endogenous, phytogenic, and synthetic cannabinoids. Six TRP channels from the three subfamilies mentioned above have been reported to mediate cannabinoid activity: TRPV1, TRPV2, TRPV3, TRPV4, TRPA1 and TRPM8. Although CB1 and CB2 are considered to be the canonical cannabinoid receptors, there is significant overlap between cannabinoids and ligands of TRP receptors. The first endogenous agonist of TRPV1 was the endocannabinoid, anandamide (AEA). Similarly, N-arachidonyl dopamine (NADA) and AEA were the first endogenous TRPM8 antagonists discovered [6] . Besides receptors, ECS encompasses several enzymes that regulate biosynthesis and degradation of endocannabinoids, which potentially represent an indirect pharmacological target. The fatty acid amide hydrolase (FAAH) is the catabolic enzyme mainly for AEA degradation and, with lower affinity, of oleoylethanolamide (OEA) and palmitoylethanolamide (PEA), while the major enzyme responsible for 2-AG degradation is monoacylglycerol lipase (MAGL). Interestingly, FAAH and MAGL expression were found upregulated in cancer tissues [7, 8] . Other enzymes, like lysosomal hydrolase N-acylethanolamine hydrolyzing acid amidase (NAAA) that degrades AEA, OEA, and PEA, constitute potential targets in cancer [5] .
Anticancer Effects of Cannabinoids
Considering the high complexity of ECS and the distribution of its components, it is likely that (endo)cannabinoids potentially impact a multitude of cancer-related signaling pathways. Both CB1 and CB2 are seven-transmembrane domain receptors coupled to Gi/o protein. Their activation triggers several pathways widely involved in cancer. Mainly, antiproliferative and pro-apoptotic effects were attributed to activation of the alpha subunit of Gi/o that leads to inhibition of adenylate cyclase and, in turn, of cyclic Adenosine Monophosphate (cAMP) synthesis and protein kinase A (PKA) activity, with consequent downregulation of gene transcription [9] . On the other hand, antiproliferative and pro-apoptotic effects of both CB1 and CB2 agonists have been attributed also to their ability to increase the synthesis of the pro-apoptotic sphingolipid ceramide. In leukemic cells, ceramide can induce apoptosis by regulation of p38 MAPK (mitogen-activated protein kinase) signaling, while in glioma cells it up-regulates the endoplasmic reticulum (ER) stress-related gene, those encoding the transcription factors activating transcription factor 4 (ATF-4) and C/EBP homologous protein (CHOP), and the stress-related pseudokinase [7] (Figure 1 ). In lung cancer, the ceramide-dependent pro-apoptotic effect triggered by AEA and CBD seems to be mediated by an up-regulation of cyclooxygenase 2 (Cox-2) expression and by the increased synthesis of the pro-apoptotic prostaglandin E-2 (PGE2) [8] . Interestingly, it was reported that the CB receptor agonist ∆9-THC promotes autophagy-mediated apoptosis through the upregulation of Tribbles homolog 3 (TRB3), which leads to inhibition of the protein kinase B/ the target of rapamycin kinase complex 1 (Akt/mTORC1)1 axis. Furthermore, Akt inhibition determines the activation of the pro-apoptotic protein BAD (a Bcl2-associated agonist of cell death) [5, 8] . Other reports suggested that cannabinoid-induced autophagy occurs through activation of calcium/calmodulin-dependent protein kinase β (CAMKKβ), which subsequently phosphorylates AMP-activated kinase (AMPK) [10] . In cancer cells, the inhibition of Akt has been directly linked to cannabinoid's ability to control of cell cycle checkpoints. Specifically, in a CB1-dependent manner, AEA (or its synthetic analogs Met-F-AEA) induces a cell cycle arrest at the G1-S transition through up-regulation of p21 waf , p27 kip1 and cell division cycle 25A Cdc25A proteolysis and inhibition of the cyclin E-Cdk2 kinase complex [7, 8] . However, other authors reported that ∆9-THC upregulating p21 waf suppresses cell division cycle 2 Cdc2-cyclin B activation and induces a G2/-M cell cycle arrest. Consequently, a reduction of Rb activity has been verified [7, 8] (Figure 1 ).
1 Figure 1 . Schematic representation of the main anticancer molecular mechanisms mediated by cannabinoid receptors' activation "↑, upregulation" and "↓, downregulation". Cannabinoid receptor (CB-R) agonists inhibit cancer cell proliferation through various receptor-mediated mechanisms. CB-R agonist induces cancer cell death via apoptosis, mediated by the activation of different transcription factors (proapoptotic Bcl2 family transcription factor and mitogen-activated protein kinase (MAPK) pathway) and de novo synthesis of ceramide and reactive oxygen species (ROS) production. CBs block cancer cells' proliferation by inhibiting extracellular signal regulated kinase (ERK) signaling. They also reduce cell migration and angiogenesis, inhibiting the focal adhesion kinase/proto-oncogene tyrosine-protein kinase Src/transforming protein RhoA (FAK/SRC/RhoA) pathway. CBs prevent cancer epithelial mesenchymal transition (EMT), inhibiting Wnt/β-catenin pathway, and induce autophagy by activation of mammalian target of rapamycin (mTOR) and AMP-activated protein kinase (AMPK) pathways. CBs can impair stemness and cancer stem cells' (CSCs) self-renewal. (Akt (protein kinase B), PI3K (phosphoinositol-3-kinase) Raf (serine/threonine-protein kinase)).
Cannabinoids Inhibit Migration, Invasion, and Angiogenesis
An increasing number of reports highlighted the role of cannabinoids in cancer spreading, specifically in invasion, angiogenesis, migration, and metastasis mechanism [5] [6] [7] [8] [9] [10] . Likely, these mechanisms can be triggered through the modulation of different pathways.
Activation of Gi/o upon binding of agonists (e.g., AEA, 2-AG, ∆9-THC, [(3R)-2,3-dihydro-5-methyl-3-(4-morpholinylmethyl)pyrrolo[1,2,3-de]-1,4-benzoxazin-6-yl]-1-naphthalenyl -methanone, monomethanesulfonate (WIN-55,212-2)) on CB1 and CB2 receptors inhibits the RHOA (ras homolog gene family, member A)-focal adhesion kinase -Proto-oncogene tyrosine-protein kinase Src (RhoA-FAK-Src) axis. As a consequence, a down-regulation of the proangiogenic factors vascular endothelial growth factor (VEGF), placental growth factor (PlGF), and angiopoietin-2 (Ang-2) occurs [8] . Moreover, cannabinoids inhibit angiogenesis and invasion, inducing the release of tissue inhibitor of matrix metalloproteinases-1 (TIMP-1) that, in turn, acts as an endogenous inhibitor of matrix metalloproteinase 2 (MMP2) [8] . Another interesting observation derives from glioma and breast cancer, where the treatment with CBD or the CB2 agonist O-1663 exerts the inhibitory effect on cancer cell invasion through a down-regulation of Id-1 and Sox-2 protein expression [6] . Enforcing the antitumor potential of cannabinoids, some results suggested their ability to affect epithelial mesenchymal transition (EMT) and chemoresistance. In breast cancer cells, 2-methyl-2 -F-anandamide (Met-F-AEA) inhibits Wnt/β-catenin pathway through a reduction of β-catenin nuclear translocation and transcriptional activity, which culminates with a downregulation of β-catenin target genes, such MMP2, c-Myc, and cyclin D. The inhibition of the Wnt pathway was accompanied by a reduction of mesenchymal markers (e.g., vimentin, N-cadherin, Snail, and Slug) [11] ( Figure 1 ). Further, the compound JZL184, a potent selective inhibitor of MAGL enzyme responsible for degrading the endocannabinoid (2-AG), was able to regulate the EMT process, reducing EMT markers and upregulating epithelial markers such E-cadherin [12] . Other reports emphasized the role of cannabinoids and, in particular, of CBD and ∆9-THC in chemoresistance mechanisms, highlighting their potential use in combined therapy with several chemotherapeutic agents [8] . Interestingly, the improvement of cancer cells' response to chemotherapeutic agents seems to be mainly ascribable to a decreased p42/44 MAPK activity and to the inhibition of P-glycoprotein and ATP (adenosine triphosphate)-binding cassette super-family G member 2 (ABCG2) [13] . An appealing pharmacologic approach for ECS targeting derives from the possibility of an indirect strategy. Inhibition of enzymes such MAGL, FAAH, and NAAA prevents the degradation of (endo)cannabinoids, increasing their availability on CB receptors, thus recapitulating the direct effect of agonists. The direct involvement in cancer of enzymes involved in synthesis and degradation of the endogenous ligands has been confirmed by several studies that reported the up-regulated expression of NAAA, MAGL, and FAAH in different cancers [7] . The N-cyclohexanecarbonylpentadecylamine and other new synthetic NAAA inhibitors were found to induce cell death of neuroblastoma and bladder cancer cells [14, 15] . Encouraging results were obtained in regards to the FAAH inhibitors, AA-5HT (N-arachidonoyl-serotonin) and URB597. Used alone, AA-5HT exerts an antiproliferative effect in glioma and thyroid cancer [5] . Moreover, in azoxymethane (AOM)-induced colon cancer murine models it reduces the onset of aberrant crypt foci, probably in a CB1-dependent manner [16] . URB597 showed a potent antiproliferative effect used in combination with AEA (or Met-F-AEA) in neuroblastoma, lung, and colon cancer, or combination with PEA in melanoma cancer cells [5] . In lung cancer, both AA-5HT and URB597 contrast tumor invasion through TIMP-1 upregulation, likely in a CB2-and TRPV1-dependent way [17] . The MAGL inhibitor JZL184, inhibiting proliferation and tumor cell invasion, induces apoptosis in colon and prostate cancer [18, 19] . Interestingly, URB602, another MAGL inhibitor, reduces AOM-induced preneoplastic lesions and reduces tumor volume in vivo in colorectal cancer (CRC) models. Moreover, URB602 inhibits angiogenesis down-regulating vascular endothelial growth factor receptor (VEGFR) and fibroblast growth factor 2 (FGF-2) [20] .
Cannabinoids Affect non-CB1/CB2 Receptors
Beyond CB1 and CB2 receptors, it is well known that other non-CB receptors are involved in antitumor action of cannabinoids, representing another interesting target for therapeutic intervention. TRPVs are non-selective cation channels found to be a key player in cannabinoids-induced anticancer effects. TRPV1 and TRPV2 are the best-studied receptors of this family that appear to be up-regulated in several cancers. AEA activates TRPV1 and, ∆9-THC acts on TRPV2, while the non-psychoactive CBD is able to activate both TRPV1 and TRPV2 [6] . The TRPV-dependent pro-apoptotic effect of cannabinoids involves the intracellular calcium (Ca 2+ ) influx, which increases upon ligand binding. The Ca 2+ increase culminates with triggering of several mechanisms such apoptosis (via mitochondrial transmembrane potential alterations), an increase of intracellular reactive oxygen species (ROS), autophagy, cell cycle arrest, or inhibition of cancer cells invasion through up-regulation of TIMP-1 [21] . Some evidence supports the role of PPARs in cannabinoids-mediated antitumor action. The cannabinoids AEA and, WIN-55,212-2 as well as the endocannabinoid-like substances PEA, and OEA activate PPARα, while AEA, R(+)-methanandamide, CBD, and ∆9-THC activate PPARγ [22] . Of note, an indirect up-regulation of PPARγ has been found in lung cancer, where the CBD-mediated proapoptotic and antiproliferative effect occurs via the up-regulation of Cox2 and prostaglandins production, with consequent PPARγ nuclear translocation [23] . Despite the poor sequence similarity with CB receptors, GPR55 has been found as a putative cannabinoid receptor. The endogenous ligand of GPR55 is the phospholipid lysophosphatidylinositol (LPI), but it can be activated by AEA, 2-AG, virodhamine, and PEA. On the other hand, it was reported that both CBD and the synthetic SR141716 (rimonabant) play the role of GPR55 antagonists [8, 24, 25] . LPI/GPR55 axis creates an autocrine loop, in which LPI-mediated stimulation of GPR55 activates the pro-tumorigenic Akt and extracellular receptor kinase (ERK) pathways. Thus, pharmacological blockade of GPR55 mediated by ligands such as CBD and SR141716 translates in antiproliferative effects [25, 26] . Attractive evidence derives from the ability of GPR55 and other receptors to dimerize. Recently, heteromers with cannabinoids receptors emerge as potential targets in cancers. Generally, heteromerization of receptors produces a modification in ligand binding and affinity that sometimes produces a characteristic response, likely disease specific [24] . Among others, the CB2 receptor-GPR55 heteromers were found to be involved in cancer cell fate of different cancers, such as breast cancer, where its targeting reduces tumor growth [27] . Moreover, these heteromers seem to be involved in cancer-related processes, being over-expressed in bones and hematopoietic cells. In breast and prostate cancer cells, C-X-C chemokine receptor type 4 (CXCR4)-CB2 receptor heteromers regulate proliferation, adhesion, and invasion, thus metastatic potential. In this case, cannabinoids agonists of the CB2 receptor inhibit the effect of CXCR4 agonist, thus indirectly affect invasion [28, 29] . In breast cancer, both CB2 receptor and human V-Erb-B2 avian erythroblastic leukemia viral oncogene homolog 2 (HER2) were up-regulated, constituting an indisputable hallmark of cancer. The finding of HER2-CB2 receptor heteromers suggested that dual targeting of both receptors in HER2+ breast cancer produces a synergistic antitumor effect [30] .
Gastrointestinal Cancers
The ECS, creating a regulatory network, is involved in both physiological and pathophysiological processes of the gastrointestinal (GI) tract. Here CB1 and CB2 receptors have been detected in the enteric nervous system and epithelial cells [31] .
In colorectal cancer (CRC) the expression of ECS components has been found increased and associated with poor prognosis and advanced stage of disease [32] . Recently, it has been reported that the AEA and 2-AG levels, as well as the expression of AEA-synthetizing enzymes and degrading enzymes, has been founded to be higher in CRC than in normal mucosa [33, 34] . To the contrary, the down-regulating CB1 receptor expression observed in colon cancer tissues compared to normal mucosa [35, 36] might be due to the epigenetic mechanism of DNA hypermethylation at CpG islands around the transcription start site of receptor gene (CNR1) [37] . The knockout of CB1 receptor in Apc Min/+ mice accelerated intestinal adenoma growth, suggesting a tumor suppressive role of CB1 [36, 37] . In these models, CB1 was up-regulated in inflamed non-tumor tissue and down-regulated in tumor lesions, while GPR55 was found to be regulated exactly in an inverse manner, acting oppositely to CB1. Indeed, GPR55 −/− mice exhibited an alteration of leucocyte population in the tumor microenvironment and, concomitantly, a reduced expression of pro-tumorigenic factors (e.g., cyclooxygenase 2 (COX-2), signal transducer and activator of transcription 3 (STAT3), and proliferating cell nuclear antigen (PCNA) [36] . In other studies, CB1 up-regulation was associated with a shorter survival time of CRC patients with stage II microsatellite-stable [32] or stage IV tumors [38] ; whereas, CB2 receptor up-regulation in CRC tissue was correlated to higher proliferation levels and lymph node involvement, suggesting that also its expression could be a negative prognostic factor [34] . Conversely, in hepatocarcinoma high levels of both receptors have been associated with better disease-free survival rates [39, 40] . Despite the reported evidence, the altered expression of CB receptors in several GI cancers is not strictly related to a straightforward cause and effect and must be further investigated. However, cannabinoids' action in GI cancers has been demonstrated in vitro and in vivo, indicating their antiproliferative, proapoptotic, and antimetastatic properties [41] . Of note, it has been demonstrated that endogenous cannabinoid agonists, such as AEA (0.5-5 µM) and its metabolic-stable analogous, Meth-AEA (0.5-5 µM), diminished the volume and the density of gastric carcinomas cells, inducing apoptosis and necrosis, respectively [42] . The endocannabinoid AEA (10 µM) reduced the growth of cholangiocarcinoma in vivo model, upregulating Wnt5a expression with subsequent activation of receptor tyrosine kinase-like orphan receptor 2 (Ror2) and c-Jun N-terminal kinase JNK [43] . The growth-suppressing effects of AEA (10 −9 to 10 −5 M) involved GPR55 activation and subsequent translocation of Fas death receptor into the lipid raft structures [44] . Also, AEA (10 µM) downregulated the expression of angiogenic factors, vascular endothelial growth factor-C (VEGF-C), vascular endothelial growth factor -receptor 2 (VEGF-R2), and vascular endothelial growth factor-receptor 3VEGF-R3 in tumors [43] . We previously showed that the increase of AEA availability obtained either exogenously by the administration of Met-F-AEA (10 µM) or endogenously by selective FAAH inhibition with URB597 (0.1 µM) induced the CB1 expression and reduced the proliferation of CRC cell lines. On the other hand, the selective CB1 antagonist AM-251 at concentration of 3 µM reverted the Met-F-AEA antiproliferative effect, suggesting that the cell growth inhibition could be due to CB1 activation. Results demonstrated that the control on CRC cell line proliferation was mediated by increased expression of CB1 receptor through transcriptional activation of the CNR1 promoter. Furthermore, CNR1 gene behaves as a typical steroid-regulated target, suggesting a fine link between the endocannabinoid system and steroids in CRC [45] . Interestingly, pyrrolo-1,5-benzoxazepine-15 (PBOX-15) (from 0.001 to 5 µM), a synthetic inhibitor of FAAH, demonstrated a strong antiproliferative and proapoptotic effect in CRC cell lines. Moreover, it was observed that nanomolar concentration of PBOX-15 increased the anticancer action of 5-fluouracil (5-FU) [46] .
In the gastric cell line, SGC-7901, the natural compound CBD, at the concentrations ranging from 10 µg/mL to 40 µg/mL, induced G0/G1 cell cycle arrest by decreasing the expression of cyclin-dependent kinase 2/ cyclin E (CDK2/cyclin E) and upregulating ataxia telangiectasia mutated (ATM) levels, thus activating the mitochondrial-dependent apoptotic pathway [47] . Kargl et al. provided evidence that the GPR55-lysophosphatidylinositol axis is crucial in CRC progression. They found that CBD (2.5 µM), antagonizing GPR55, was able to reduce adhesion and migration of HCT116 to a HUVEC cell monolayer in vitro and liver metastases in vivo [48] . At noncytotoxic concentrations, CBD (10 µM) exerts antiproliferative effects in CRC models through multiple mechanisms. In vitro studies suggested that CBD protected DNA from oxidative damage, increased endocannabinoid levels, and reduced cell proliferation through different mechanisms, involving CB1, TRPV1, and PPARγ [49] . The chemopreventive effect of CBD was also verified in vivo, in experimental models of chemically induced colon carcinogenesis. More specifically, CBD, at the dose of 1 mg/kg, reduced aberrant crypt foci (ACF) formation and the number of polyps and tumors in azoxymethane (AOM)-treated mice. The authors found that CBD counteracted AOM-induced upregulation of the phosphorylated form of Akt protein [49] . More recently, the pro-apoptotic effect of CBD in CRC cells has been ascribable to the excessive ROS production by mitochondria, ER stress induction, and Noxa activation [50] . Additionally, CBD (1 mg/kg) effect has been investigated in a murine model of CT26 cell line-induced colon cancer. Results showed that anti-angiogenetic and antimetastatic effects of CBD were associated with VEGF downregulation. Moreover, CBD reduced interleukin 6 (IL-6) and interleukin 8 (IL-8) serum levels of the treated group with respect to control group [51] . Greenhough et al. demonstrated that ∆9-THC (2.5 µM), via CB1 activation, induced apoptosis through inhibition of phosphoinositide 3-kinases-Akt (PI3K-Akt) survival cascade in colorectal cancer cells [52] . ∆9-THC (8 µM) and JWH-015 (8 µM) (synthetic CB2 agonist) diminished ascites' development in an orthotopic model of hepatocellular carcinoma (HCC) and also reduced the growth of HepG2 and HuH-7-derived tumor xenografts. The two cannabinoids, through CB2 activation, subsequent Akt/mTORC inhibition, and AMPK activation, triggered autophagy stimulation that led to HCC apoptosis [53] .
In a recent study about 10 compounds were selected from a synthetic cannabinoid library for their ability to reduce viability of several CRC cell lines characterized by different expression of mRNA levels of CB1, GPR55, and TRPV1 receptors. They showed that seven of the 10 selected compounds were selective for CRC cells but were unable to reduce the viability of HEK 293 or CCD 841 CoTr cells. Interestingly, treatment with ∆9-THC (10 µM) or CBD (10 µM) was either ineffective or much less potent and only partially efficacious. Moreover, treatment with CB1, CB2, GPR55, and/or TRPV1 antagonists (alone or in combination) failed to block the activity of the most potent identified compounds, suggesting that its action is independent of the activation of canonical receptors [54] .
Our research group investigated the effect of rimonabant (SR141716), a CB1 receptor antagonist/inverse agonist, on colorectal carcinogenesis. Results showed that, starting from 2.5 µM, rimonabant inhibited CRC cell growth-inducing G2/M cell cycle arrest and mitotic catastrophe and decreased the number of ACF containing four or more crypts in AOM-treated mice [55] . We recently clarified that, in CRC, rimonabant exerts its anti-tumor action through Wnt/β-catenin canonical pathway inhibition, both in vitro and in vivo. We found that rimonabant (10 µM) acts on the β-catenin pathway, inhibiting transcriptional activity on T-cell factor/lymphoid enhancer factor (TCF/LEF) responsive elements and promoting its degradation and nuclear translocation. Noteworthy, we identified the β-catenin transcriptional co-activator, p300/KAT3B, as a direct target of rimonabant [56] .
In subsequent work, we demonstrated that rimonabant-mediated inhibition of Wnt/β-catenin pathway impacts on chemoresistance and cancer stemness. In CRC, rimonabant strongly synergizes with 5-FU and, interestingly, in primary colon cancer stem cells it reduces CD133+/CD44+ population and spheroids' formation. Of note, rimonabant did not show toxicity in 3D cultures of human healthy colon organoids [57] . Moreover, the combined synergic effect of rimonabant and oxaliplatin was able to block the proliferation of CRC cell lines [58] . The cannabinoid agonist WIN-55,212-2 (1-10 µM) inhibited the proliferation and induced apoptosis of both 5-FU-sensitive and -resistant human gastric cancer cells [59, 60] . WIN-55,212-2 treatment was able to inhibit AKT activation, implicated in survival and migration, as well as downregulate Matrix metalloproteinases-2 (MMP-2) and VEGF-A expression, two extracellular factors involved in tumor invasiveness processes [59] . Taken together, this emerging evidence indicates that targeting the ECS could be an advantageous strategy to treat GI cancers.
Lung Cancer
Early studies evidenced the effects of Cannabis exposure on pulmonary functions and health. Although marijuana smoking might be responsible for lung epithelium hyperplasia and cellular disorganization [61] , some cannabinoid compounds exhibited antitumorigenic properties. In the lung, both CB1 and CB2 receptors were expressed on structural cells and most leukocytes [62] . Human lung-resident macrophages constitutively express higher CB2 than CB1 at mRNA and protein levels, a pattern observed also in monocyte-derived macrophages despite the different functional activation of the receptors between tissue-and blood-derived macrophages [63] . Preet et al. first compared CB1/CB2 levels of non-small cell lung cancers (NSCLCs) to their normal counterparts, showing that lung carcinomas, like other malignancies, overexpress the receptors with CB1 found in the 24% (7 of 29) of cases and CB2 in the 55% (16 of 29) [64] . The first evidence of cannabinoids' antiproliferative properties comes from Munson et al. who reported that both ∆9-THC, the major psychoactive Cannabis constituent, and cannabinol (CBN) retarded Lewis lung adenocarcinoma cell growth of primary cell culture and in the murine model after oral administration [65] . Among the cannabinoids, CBD has a low affinity for cannabinoid receptors and elicits its effects independently of them. In lung cancers, CBD acts up-regulating PPARγ levels directly and indirectly by increasing prostaglandin levels, which leads to a nuclear PPARγ accumulation and subsequent induction of apoptosis [5] . Despite the anandamide analog, Met-F-AEA did not show significant antitumorigenic effects when used alone in NSCLC in vitro and in vivo. Together with FAAH inhibitor URB597 it was effective in inhibiting epidermal growth factor receptor (EGFR) phosphorylation and its downstream signal transduction pathways. Met-F-AEA (10 µM) in combination with URB597 (0.2 µM) caused G0/G1 cell cycle arrest mediated apoptosis, which is shown by a reduction in the G1/S phase checkpoint markers cyclin D1 and cyclin-dependent kinase 4 (CDK4) and apoptotic markers caspase-9 and poly (ADP-ribose) polymerase (PARP) [66] . The ∆9-THC, at 10 µM, showed anti-metastatic activities in A549 and SW-1573, NSCLC cell lines expressing CB1 and CB2. The ∆9-THC was able to attenuate the EGF-induced morphological changes related to the migratory phenotype causing a decrease in cell motility and invasion in vitro. Furthermore, ∆9-THC inhibited in vivo tumor cell proliferation and vascularization. The observed effects were attributed to the reduction of signaling molecules, like FAK, ERK1/2, and Akt, involved in extracellular matrix (ECM) remodeling and cell survival [67] . CBD also revealed a potent anti-metastatic activity against lung cancer. Indeed, at very low concentrations (3 µM), CBD induced intracellular adhesion molecule 1 (ICAM-1) and TIMP1 levels, decreasing cellular migration [12] and increasing cancer cell lysis [68] . The mechanism has been associated with p38 and p42/44 MAPK phosphorylation as a direct consequence of CB1/CB2 activation [69] . In A549 cells, CBD treatment (1 µM) was also accompanied by the downregulation of the plasminogen activator inhibitor PAI-1, another important factor modulating lung cancer cell spreading. Therefore, PAI-1 overexpression or silencing in A549 led to a concentration-dependent up-and downregulation of invasiveness, respectively. The authors addressed a causal link between the CBD effects and PA1 secretion, demonstrating that treatment of A549 cells with recombinant PAI-1, at non-pro-invasive concentrations (0.01-0.1 ng/mL), reversed the anti-invasive effect of cannabidiol. The in vitro observations about the anti-metastatic activity of CBD was further confirmed in A549 xenografts that received 5 mg/kg cannabidiol intraperitoneally for 3 weeks [70] . In in vitro adenocarcinoma models, the FAAH inhibition mediated by URB597 enforced the Met-F-AEA effect in reducing migratory structures, like actin stress fibers and focal adhesions. Concomitantly, the URB597-Met-F-AEA combination reduced MMP2 and MMP9 secretion conferring invasion in xenograft tumors, thus confirming the in vitro findings [66] . More recently, Winkler et al. investigated the impact of two FAAH inhibitors (URB597, AA-5HT) and four FAAH substrates (AEA, 2-AG, OEA, PEA) on lung cancer cells spreading. FAAH inhibitors were shown to confer anti-invasive effects via the up-regulation of the matrix metalloproteinase inhibitor TIMP-1 and FAAH substrates mimicked the anti-invasive action of FAAH inhibitors, in agreement with previous evidence [17] . Similar results were obtained with the synthetic cannabinoids JWH-015 and WIN-55,212-2, CB2 and CB1/CB2 agonists, respectively, that from 0.1 to 2 µM significantly inhibited EGF-or serum-induced proliferation and were also able to confer rounded cellular shape, thus inhibiting migration and invasion of NSCLC cell lines and tumor growth and dissemination in murine models. The observed effects were reverted by CB1/CB2 antagonist, thus indicating a direct role of the endocannabinoid receptors in lung cancer progression [64] . Ravi et al. showed that JWH-015 may act on the tumor microenvironment influencing the crosstalk between the cancer cell and the host cell. In the epithelial cell line A549, JWH-015 reverted the mesenchymal character induced by EGF stimulation and, vice versa, in mesenchymal cell line CALU1 it up-regulates epithelial markers. Furthermore, JWH-015, through CB2 activation, blocked factors' secretion by M2 tumor-associated macrophages co-cultured with lung adenocarcinoma cells A549 and inhibited their recruitment in vivo at the tumor site, thus attenuating the epithelial to mesenchymal transition [71] . Ramer et al. evaluated the impact of some cannabinoids on tumor-to-endothelial cell communication, playing a role in the angiogenic process. They observed that CBD, ∆9-THC, and Met-AEA or JWH-133, a CB2 agonist, decreased the migration and the sprout formation of HUVECs suspended in conditioned media of A549 lung cancer cells. Collectively, their data suggested that cannabinoids, through the activation of CB1 and CB2 receptors as well as TRPV1, increased the TIMP-1 release from lung cancer cells via activation and subsequent induction of intercellular adhesion molecule 1 (ICAM-1) expression, thereby altering the cancer cell microenvironment and suppressing the angiogenic potential of endothelial cells [70] . Moreover, the synthetic agonists, Arachidonyl-2 -chloroethylamide (ACEA) and JWH-133, were found to notably inhibit the release of angiogenic and lymphangiogenic factors, such as VEGF-A, VEGF-C, and angiopoietins, by human lung-resident macrophages and to modestly affect the secretion of the pro-inflammatory cytokine IL-6 [63] .
Breast and Prostate Cancers
The effects of CBs may slow down tumor progression in breast cancer via G-protein coupled CB-receptors (CB-Rs), CB1-R and CB2-R. In breast cancer cell lines CB2 receptors are expressed at high levels with respect to the levels of CB1 receptors [72, 73] . Moreover, CB2-R expression in breast cancer correlates with the tumor aggressiveness. Estrogen and/or progesterone receptor-negative tumors, more aggressive than tumors expressing steroid-hormone receptors, express higher levels of CB2-R and usually have a better prognosis [74] . Breast cancer cell lines, such as estrogen receptor ER-positive cell lines (MCF-7, ZR-75-1, and T47D), and ER-negative cell lines (MDA-MB-231, MDA-MB-468, and SK-BR3), are sensitive to the antiproliferative effects of CBD. This phytocannabinoid, at concentration ranging from 8.2 ± 0.3 µM to 10.6 ± 1.8 µM, inhibits the breast cancer cell proliferation through various mechanisms: (1) Blocks of cell cycle at the G1/S phase via CB1 and at the G2/M phase via CB2 activation, (2) induction of apoptosis by activation of the transcription factor jun-D, and (3) inhibition of AKT and increase of ROS generation [74] . It also induces autophagic death by increasing of endoplasmic reticulum stress, followed by the accumulation of microtubule-associated protein 1 light chain 3, (LC3-II) [75] . In HER2-overexpressing breast cancer cells, CBD arrested cancer cell proliferation in vitro and in vivo by inhibiting Akt and ERK signaling [74] . Furthermore, CBD restrict epidermal growth factor (EGF)-induced tumorigenic properties by inhibiting EGFR, Akt, ERK, and NF-κB signaling pathways as well as matrix metalloproteinase 2 and 9 in human breast cancer cells [76] . Additionally, CBD modulated the breast tumor microenvironment through a decrease of the cytokines production, as chemokine (C-C motif) ligand 3 (CCL3) and granulocyte-macrophage colony-stimulating factor (GM-CSF), which determined a reduction of the recruitment of total macrophages and an M2 macrophages polarization into the primary and secondary tumor sites, encouraging the tumor progression and metastasis to distant organs [76] . In advanced stages of breast cancer, CBD (1.5 µmol/L) reduced metastasis through down-regulation of the transcriptional regulator Id1, which plays a critical role in mediating breast cancer tumorigenicity [77] . In addition, CBD significantly increased activation of the transient receptor potential vanilloid type-2 (TRPV2), which allowed the uptake of doxorubicin (DOX) and apoptosis in triple-negative breast cancer cells (TNBC cells). Studies in vivo have shown that the combination of CBD and DOX significantly reduced the weight of TNBC tumors compared to those treated with CBD or DOX alone [78] . The metabolically stable analog of anandamide, Met-F-AEA (10 µM), was reported to inhibit the proliferation of the estrogen receptor-negative-MDA-MB-231 breast cancer cells, inducing an S phase cell cycle arrest correlated with DNA damage and Chk1 activation [79] . Anandamide inhibited also 3-hydroxy-3-methyl-glutaryl-coenzyme A reductase (HMG-CoA reductase) activity, thus affecting the pattern of expression of oncogenic prenylated proteins involved in the proliferation and metastatic potential of breast cancer cells, such as Ras and RhoA [80] . Indeed, anandamide reduced the invasiveness of highly metastatic MDA-MB-231 cells, inhibiting their migration through the RhoA signaling pathway, and inhibited cell migration via CB1 activation by affecting FAK/SRC/RhoA pathway [81] . The efficacy of 2-methyl-2 -F-anandamide (Met-F-AEA),has been maintained in the in vivo setting since it was able to reduce the number and dimension of metastatic nodes in a mouse model of metastatic spreading [81] . More, other synthetic cannabinoids, such as ACEA (at a concentration ranging from 50 nM to 200 nM) and AM251 (at a concentration ranging 10 to 40 nM) affected the invasive potential of breast cancer stem cells. Indeed, while ACEA, a selective CB1 agonist, decreased the invasive potential of breast cancer stem cells, AM251, a selective CB1 antagonist, promoted invasion, indicating that CB1 receptors are involved in the regulation of stem cell properties [82] . More, cannabinoids showed anti-angiogenic effects in breast cancer, decreasing or inhibiting the synthesis of pro-angiogenic factors such as VEGF. The ∆9-THC has shown to be harmful for tumor vascularization, reducing the number of blood vessels [83] . Lastly, Blasco-Benito et al. observed that HER2 interacts with CB2 receptors in breast cancer cells and the expression of these heteromers correlates with poor patient prognosis. The cannabinoid ∆9-THC disrupted HER2-CB2R complexes by selectively binding to CB2R, which led to the inactivation and degradation of HER2 through disruption of HER2-HER2 homodimers promoting antitumoral responses both in vitro and in vivo, which may constitute a new strategy to treat HER2+ breast tumors [84] .
Natural and synthetic cannabinoids have been shown to inhibit cell growth in culture and experimental animal models of prostate cancer. Numerous observations have highlighted the ability of cannabinoids to inhibit prostate cancer cells' viability/proliferation, as well as invasion and metastasis. Sarfaraz S. et al. showed that CB1 and CB2 are higher in human prostate cancer cells LNCaP and DU145 and PC3 cancer cells than in normal cells. Importantly, they also observed that WIN-55,212-2 treatment (CB1/CB2 agonist), at final concentrations of 1.0, 2.5, 5.0, 7.5, and 10.0 moL/L, inhibited cell growth of androgen-responsive LNCaP cells with a concomitant induction of apoptosis results in a dose-and time-dependent manner. In addition, WIN-55,212-2 treatment decreased protein and mRNA expression of androgen receptor and prostate-specific antigen (PSA) and protein expression of proliferating cell nuclear antigen (PCNA), and VEGF [85] . Anandamide (at 2 µM) induced a decrease of EGFR levels on LNCaP, DU145, and PC3 prostatic cancer cells via cannabinoid CB1 receptor subtype, causing an inhibition of the EGF-stimulated growth of these cells and apoptosis and/or necrosis [86] . Endogenous 2-AG (1 µmoL/L) inhibited the invasive ability of androgen-independent prostate cancer cells as PC3, DU-145, and LNCaP cells by a mechanism involving the CB1 receptor and through the inactivation of protein kinase A [87, 88] . Morell et al. reported that the cannabinoid WIN-55,212-2 prevents neuroendocrine (NE) differentiation of LNCaP prostate cancer cells by inhibition of PI3K/Akt/mTOR activation and stimulation of AMPK [89] . Endocannabinoids, such as AEA, 2-AG, and methanandamide at final concentrations of 2.5, 5.0, and 10.0 µM, can impair the growth of prostate cancer cells through activation of apoptotic mechanisms, increase the levels of active caspase-3, and decrease the expression levels of Bcl-2. Furthermore, these effects are mediated by the modulation of the ERK and AKT signaling pathways [90] . CBD (at 0.5-7 µl/mL) inhibits the spheroid formation and dow-nregulates CB1 and CB2 receptors, VEGF, PSA, and pro-inflammatory cytokines IL-6/IL-8 in LNCaP prostate cancer stem cells [91] . In vivo, CBD-enriched cannabis extract (1-100 mg/kg −1 ) reduced tumor size in LNCaP-xenografted mice and enhanced the anticancer effect of bicalutamide (50 mg/kg −1 ), but not of docetaxel (5 mg/kg −1 ), while in DU-145 xenografts CBD was inactive alone but able to potentiate the effect of docetaxel [92] . Lastly, Chung et al. found that high CB1 receptors' immunoreactivity is associated with a more severe form of the cancer at diagnosis and a poorer outcome [93] .
Pancreatic and Thyroid Cancers
The antitumor properties of cannabinoids have been shown also in pancreatic cancers. Indeed, the presence of CB1 and CB2 receptors has been demonstrated in exocrine and endocrine pancreatic tissue and it is suggested that the ECS plays an important role in the regulation of pancreatic secretion [94] [95] [96] [97] [98] . In human islets of Langerhans, CB1 is densely located in glucagon-secreting alpha cells and less in insulin-secreting beta cells. CB2 is largely expressed in somatostatin-secreting delta cells but absent in alpha and beta cells [94] . In the rat, the expression of CB1 and CB2 has been demonstrated in pancreatic lobules (with a higher expression of CB1 compared to CB2) and pancreatic acini [98] . It was shown that CB1 and CB2 are overexpressed in human pancreatic tumor cell lines and biopsies and that cannabinoids selectively reduce the pancreatic cancer cell growth, both in vitro and in vivo, compared to pancreatic nontransformed cells [99] .
Studies conducted on MiaPaCa2 and Panc1 human pancreatic cancer cell lines showed that ∆9-THC (2µM for MiaPaCa2 and 2.75 µM for Panc1) induced caspase-3 activation, characteristic of apoptotic cell death. In these pancreatic cancer cell models, ∆9-THC administration stimulated the de novo synthesis of ceramide that, in turn, led to the up-regulation of stress-regulated protein p8, increasing the cell apoptotic rate. The up-regulation of endoplasmic reticulum stress-related atf-4 and trb3 genes suggests their products as potential mediators of p8-dependent apoptotic effects. The ∆9-THC cytotoxic effects are prevented: (1) By blockade of the CB2 (but not of CB1) cannabinoid receptor, (2) pharmacologic inhibition of de novo ceramide synthesis, and (3) silencing of p8 gene. These antitumor effects of CBs were confirmed also in tumor xenografts and orthotopic mice models. Moreover, in tumor orthotopic mice, the administration of the synthetic cannabinoid agonist WIN-55,212-2 (1.5 mg/Kg for 2 days, 2.25mg/Kg for 2 additional days, 3 mg/Kg for 10 additional days) reduced the growth and the spreading of pancreatic tumor cells [99] .
It was also shown that the synthetic cannabinoids arachidonylcyclopropylamide (ACPA) (200µM) and GW405833 (GW) (200 µM), binding CB1 or CB2, respectively, induced ROS-mediated autophagy in Panc1 cell line. The oxidative stress in cannabinoid-treated Panc1 cells, increasing the AMP/ATP ratio, promoted the activation of AMPK, leading to the inhibition of energetic metabolism and autophagy. Indeed, after ACPA or GW treatment there was a general inhibition of glycolysis via decreasing of the key glycolytic enzymes, glyceraldehyde-3-phosphate dehydrogenase (GAPDH) and pyruvate kinase isozymes M2 (PKM2). GAPDH has been identified as a key redox-sensitive protein, and its activity is largely affected by covalent oxidative modifications at its highly reactive Cys152. These modifications stimulate the nuclear translocation of GAPDH, often leading to autophagy activation. Furthermore, AMPK has been shown to stimulate the GAPDH translocation into the nuclei [100] . It was also demonstrated that the combination of the standard chemotherapeutic agent gemcitabine (GEM) and GW or ACPA increases the pancreatic tumor autophagic cell death, induced by ROS production [101] . The endocannabinoid 2-AG exerts direct antitumor effects via inhibiting pancreatic cancer cell proliferation both in vitro and pancreatic ductal adenocarcinoma orthotopic animal models (daily intraperitoneal injection of 2-AG 20 mg/kg). In addition, in vivo studies shown that 2-AG induces immunomodulatory effects in PC environment, leading to the dendritic cell maturation and promoting an immunosuppressive microenvironment via increasing of myeloid-derived suppressor cells. Inhibition of tumor proliferation, as well as immunomodulatory effects of 2-AG, were prevented by CB1 receptor antagonists but not by CB2 receptor antagonists, suggesting the involvement of CB1-mediated mechanisms [102] . The effect of the CBs mediated by CB receptors is not the only mechanism involved in the inhibition of pancreatic tumor cell growth; indeed, studies reported that AM251 and other CBs induce cytotoxic effects via a receptor-independent mechanism in Mia PaCa2 [103] .
The inhibitory effects of CBs were also demonstrated in thyroid cancer (TC). Enhanced CB1 and CB2 receptor expression were correlated with malignant thyroid lesions. In particular, high CB2 expression levels were significantly correlated with higher malignancy of TC and presence of metastases in lymph node, and they would seem associated with increased risk of cancer recurrence. The altered expression of CB receptors may be involved in thyroid malignant transformation and progression and could serve as prognostic factor. In this context, CBs receptors, especially CB2, may represent a potential therapeutic target to suppress TC progression [104] .
It was reported that Met-F-AEA (10 µM), a metabolically stable analog of anandamide, interacting with the receptor CB1, is able to inhibit TC cell growth and increase the apoptotic rate via activation of p53 signaling and expression of p21 waf1 [105] .
Moreover, CB2 activation induced apoptosis in anaplastic TC cell lines. The administration of CB2 agonist JWH133 (daily intratumoral injection of 50 µg/mL for 3 weeks) led to a considerable regression of thyroid tumors generated in nude mice by inoculation of the TC cells ARO/CB2 [106] . Endocannabinoids were effective against cancer cells with activated BRAF/ERK and/or TrkA signaling, suggesting their potential utility for the treatment of BRAF-positive papillary thyroid carcinoma (PTC) and TrkA-positive medullary thyroid cancer [107] .
Brain Cancer
Glioblastoma multiforme (GBM) is the most aggressive form and constitutes 15.6% of all primary brain tumors. Treatment options remain very limited due to their aggressiveness and heterogeneity. Despite multimodal therapy consisting of surgery, radiation, and chemotherapy, only 28.4% of patients survive one year and 3.4% survive to five years. This highlights the need for new therapeutic strategies. In the last few years, CBs, and in particular ∆9-THC and CBD, have exhibited anticancer activity in preclinical models of cancer and specifically in glioma [108] . The CB1 receptor is expressed mainly in the brain at very high levels in the basal ganglia, hippocampus, cerebellum, and cortex. The CB2 receptor is expressed mainly in peripheral immune cells. However, strong evidence shows that CB2 receptors are moderately expressed and function in specific brain areas [109] . CB1 and CB2 receptors are also expressed in GBM tumors. These have been detected in GBM cell lines, primary cells from tumors, and biopsies of GBM. CB2 expression positively correlates with malignancy grade. It has been reported that CB1 expression is unchanged, decreased, or even increased in GBM compared to control tissues [110] . In orthotopic and subcutaneous animal models of glioma, the treatment with cannabinoids resulted in a significant reduction of tumor growth [111] . Upon cannabinoid treatment, there was an increase in the activation of apoptotic cell death through the consequent activation of different pathways. In fact, cannabinoids phosphorilate BAD proapoptotic protein with a consequent loss of integrity of the outer mitochondrial membrane. In addition, cannabinoids activated the intrinsic apoptosis pathway after an increase of ceramide which, in turn, inhibited the PI3K/Akt and Raf1/MEK/ERK pro-survival pathways, thereby allowing BAD to translocate to the mitochondria. CBs were also shown to trigger apoptosis via ceramide-mediated cell death and via oxidative stress [112] . Specifically, in glioma cells, CBD led to a production of reactive oxygen species (ROS), glutathione (GSH) depletion, and caspase-9, -8, and -3 activation. Furthermore, it was observed a significant increase in the formation of ROS after the combined treatment of GBM cells with ∆9-THC and CBD, which was also linked to a later induction of apoptosis [113] . Recently, however, Scott et al. showed that, while CBD treatment of glioma cells induces a significant increase in ROS production, this phenomenon is accompanied by an upregulation of a large number of genes belonging to the heat-shock protein (HSP) super-family with consequent decrease of the cytotoxic effect of CBD. For this reason, the possible inclusion of HSP inhibitors might enhance the antitumor effects of cannabinoids in glioma/GBM treatment [114] . Apart from a direct killing effect on tumor cells, cannabinoids also work in the direction of inhibiting tumor cell proliferation. Marcu et al. showed that treatment of GBM cells with ∆9-THC (0.1 µM) and/or CBD (0.1 µM) increased the population of cells in the G0/G1 phase and G2/M phase while decreasing the number of cells in the S phase [113] . Galanti et al. were able to characterize some of the molecular mechanisms involved in cannabinoid-induced cell cycle arrest in G0-G1 phase and found that ∆9-THC (0-50 µg/mL) decreased the levels of E2 Transcription Factor 1 (E2F1) and cyclin A (two proteins that promote cell cycle progression) while upregulating the levels of the cell cycle inhibitor p16INK4A [115] . A tumor-specific GBM cytostatic/cytotoxic effect of cannabinoids is not the only aspect to investigate recently. Several studies showed that cannabinoids were also able to inhibit tumor angiogenesis. For instance, Blázquez et al. [116] found that local administration of a nonpsychoactive cannabinoid JWH133 (50 µg/day) to mice inhibited angiogenesis of malignant gliomas. Moreover, they were able also to demonstrate that local administration of ∆9-THC reduced pro-angiogenic VEGF levels in two patients with recurrent GBM [117] . Solinas et al. demonstrated that CBD induced endothelial cell cytostasis in vitro and inhibited endothelial cell migration and angiogenesis in vivo. They have shown that these effects were accompanied by a downregulation of pro-angiogenic factors MMP2, MMP9, platelet-derived growth factor-AA (PDGF-AA), urokinase-type plasminogen activator (uPA), endothelin-1 (ET-1), and chemokine (C-X-C motif) ligand 16 (CXCL16) [118] . Most studies found that the agonistic stimulation via CB receptors is responsible for the antitumor effects of cannabinoids, suggesting that CB1 agonists might also be useful in glioma therapy. Specifically, Ciaglia et al. [119] found that the pharmacological inactivation of CB1 by SR141716 (20 µM) led to the inhibition of glioma cell growth through cell proliferation arrest and induction of caspase-dependent apoptosis. Additionally, SR141716 upregulated the expression of natural killer group 2D (NKG2D) ligands (MHC class I chain-related protein A MICA and MHC class I chain-related protein B MICB) on the surface of glioma cells via signal transducer and activator of transcription 3 (STAT3) inactivation leading to a consequent increase of MICA/B levels and enhancing the recognition of glioma cells by NK-cells. Notably, SR141716-induced MICA/B upregulation directly correlated with the degree of CB1 expression and occurred only in malignant glioma cells but not in normal human astrocytes [119] . Taken together, these findings suggest that CB1 specific agonists, at least for certain subsets of GBM with high expression of CB1, might be useful in multimodal therapeutic strategies. Glioma cells are very adept at infiltrating the surrounding healthy brain tissue and spreading through the brain parenchyma [120] . The role of cannabinoids in GBM migration and invasion is not still well characterized. For instance, Soroceanu et al. [121] have observed that CBD inhibits the invasion of GBM cells through organotypic brain slices. This anti-invasive effect was attributed to the inhibition of Id-1 (inhibitor of differentiation/DNA binding) that is a member of the helix-loop-helix protein family expressed in actively proliferating cells. The expression of Id1 was decreased by CBD treatment, as observed in several GBM cell lines, in ex-vivo primary GBM cells and orthotopic xenograft murine models [121] . Solinas et al. found that CBD (1 µM) significantly inhibited GBM invasion even at low concentrations, which were otherwise not sufficient to induce tumor cell death. The authors further demonstrated that CBD treatment of GBM cells significantly downregulated MMPs and TIMPs (in particular MMP-9 and TIMP-4), the major proteins associated with tumor invasion [122] . Furthermore, glioma ∆9-THC treatment can downregulate TIMP-1 and MMP-2, showing that these effects were mediated via ceramide accumulation and activation of p8 stress protein and, interestingly, it was observed in glioma-bearing mice as well as in two patients with recurrent GBM who had received intra-tumor injections with ∆9-THC [123] . The high recurrence rates of GBM tumors are partly related to the presence of glioma stem-like cells (GSCs) and a major challenge for GBM treatment is the resistance to therapy of the recurrent tumors. This phenomenon is under control of a subpopulation of GSCs, through multiple mechanisms, such as alteration of DNA damage response, hypoxic microenvironment, notch signaling pathway, or multidrug resistance [124] . GSCs express cannabinoid receptors, CB1 and CB2, as well as other components of the endocannabinoid system. Data from a gene array show that cannabinoid agonists HU-210 and JWH133 (30 nM both) altered the expression of genes involved in stem cell proliferation and differentiation. Indeed, in cannabinoid-treated GSCs an increase of S-100ß and glial fibrillary acidic protein GFAP expression was detected and at the same time the downregulation of the neuroepithelial progenitor marker nestin. Furthermore, cannabinoid treatment decreased neurosphere formation and cell proliferation in secondary xenografts mice models [125] . The differentiation of GSCs has been recently connected to the expression levels of the transcription factor Aml-1a. The upregulation of Aml-1a has been found during GSCs' differentiation while Aml-1a knock-down was able to restore a stem cell phenotype in differentiated GSCs. Interestingly, treatment of GSCs with CBD (10 µM) upregulated the expression of Aml-1a in a TRPV2-and PI3K/Akt-dependent manner, thereby inducing autophagy and abrogating the chemoresistance of GSCs to carmustine (BCNU, bis chlorethyl-nitroso-urea) therapy [126] . CBD was shown to inhibit the self-renewal of GSCs via activation of the p38-MAPK pathway and downregulation of key stem cell mediators such as Sox2, Id1, and p-STAT3 [127] . Moreover, currently, a Phase 2 placebo-controlled clinical study (a clinical trial NCT01812603), based on treatment of ∆9-THC: CBD (12 sprays per day delivering 100 µL of a solution containing 27 mg/mL ∆9-THC and 25 mg/mL CBD) in combination with dose-intense temozolomide (TMZ) in 21 patients with recurrent GBM showed a median survival over 662 days compared with 369 days in the control group [128, 129] . In conclusion, the high resistance of GBM to standard therapy consisting of surgical resection and radiotherapy in addition to adjuvant chemotherapy and TMZ are not sufficient anymore to get an opportune therapy [130] . For this reason a detailed understanding of cannabinoid-induced molecular mechanisms and pharmacological effects is required. Moreover, cancers affecting the central nervous system (CNS) should be regarded as a major health challenge due to the current lack of effective treatments given the hindrance to brain drug delivery imposed by the blood-brain barrier since the BBB truly hinders the distribution to the CNS of most drug substances administered systemically. In consequence, high doses of chemotherapy are often required to achieve therapeutically meaningful levels in the CNS and this causes severe toxicity to peripheral tissues. Therefore, there is a need for developing effective strategies of brain drug delivery that overcome biodistribution and pharmacokinetic limitations that account for treatment failure. In this regard, we hypothesized that cannabinoids hold great promise for brain active targeting. The high BBB transcytosis efficacy of cannabinoids that can be used also for delivery carriers arises as an alternative to enhance the passage across the BBB. In particular, Torres-Suárez Ana I. et al. decorated lipid nanocapsules (LNCs) with CBD carriers against glioma cells, enhancing the passage of LNCs across the blood-brain barrier [131] . All these results of clinical investigations show the importance of cannabinoid translational research. The cannabinoids can enhance chemotherapeutic agents' activity, showing a lot of anti-neoplastic activities in GBM: Attenuating resistance to programmed cell death, neoangiogenesis, tissue invasion, or stem cell-induced replicative immortality.
The effects of all mentioned cannabinoids are summarized in Table S1 in supplementary materials.
Conclusions
The literature strongly suggests a role for the ECS in the pathogenesis of cancer. It is evident that cannabinoids target key signaling pathways affecting all the hallmarks of cancer. However, they complement the conventional chemotherapeutic regimens currently used preventing pain, nausea, and vomiting. Further studies will be necessary to fully elucidate their clinical relevance for cancer treatment. More intensive basic research will allow us to better understand the intracellular signaling pathways in cannabinoid anticancer action, identify intracellular factors modulated by cannabinoids, and discern tumors sensitive or resistant to cannabinoids. Results from these studies are essential to clarify whether cannabinoids could be helpful in cancer treatment. An interesting idea is their synergistic interaction with some conventional cytostatic drugs as well as their capacity to suppress metastasis and angiogenesis. Indeed, several studies described that ∆9-THC and CBD increased the cytostatic effects of chemotherapeutic drugs, such as the combination of CBD with DOX in vivo mouse model of triple-negative breast cancer (TNBC) that showed significantly higher activity than DOX alone and no obvious signs of toxicity were observed in mice treated with combination treatment. More, the promising data from studies on animal models of glioblastoma treated with ∆9-THC and temozolomide have led to clinical trials using combinatorial treatments of nabiximols and temozolomide in patients with recurrent glioblastoma. Taken together, cannabinoids and compounds modulating the endocannabinoid system may enrich the range of used chemotherapeutic agents as a pharmacotherapeutic option for cancer treatment. In the coming years, the discoveries on the endocannabinoid system may allow the development of more efficacious and safer compounds. Moreover, observations obtained from next-generation sequencing of tumors can best identify potent combinations of cannabinoids formulations and tumors with specific characteristics. These new approaches could lead to the identification of cannabinoid therapy-associated biomarkers in tumor biopsies or, ideally, high levels of resistance factors released by cancer cells. These biomarkers would conceivably relate to the expression and activity of cannabinoid receptors and then define the sensitivity of a particular tumor to cannabinoid-based therapies. Future studies should also emphasize investigations of administration routes, delivery schedules, and absorption of medicinal cannabis to further explore its application in cancer management, allowing a better assessment of the efficacy of cannabinoids in the fight of cancer. More, all authors have approved the submitted version and agree to be personally accountable for ensuring that published literature has been fairly considered. All authors have read and agree to the published version of the manuscript.
